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Description 

[0001] The present invention relates to a magnetic carrier preferably used for purifying a protein from a biological 
sample containing the objective protein, a production method thereof, a purification method of protein utilizing the 

5 magnetic carrier, and a reagent kit for purification of protein. 

[0002] Various kinds of methods, substances and approaches have been conventionally known for extraction or 
purification of a particular objective protein_from_qther components in a sample, such as bacteria, yeast, insect cells, 
animal cells, animal tissues, plant tissues (including lysate, extract and the like obtained from these), cell-free protein 
synthesis solutions and the like (hereinafter these are generally referred to as a "biological sample"). 

10 [0003] One example of general approach utilizes nonspecific affinity of a protein for a carrier. As such approach, for 
example, ion exchange chromatography based on the electric charge of protein molecule is known. In ion exchange 
chromatography, a protein mixture is added to a chromatography matrix having an opposite electric charge from the 
protein, and various proteins are allowed to bind with the matrix by reversible electrostatic interaction. The protein 
bound with the matrix can be eluted in the order of from one having a weaker bond to one having a stronger bond, by 

is increasing the ionic strength or changing the pH of the elutlon buffer. 

[0004] An example of other general approach is one utilizing the physical property of the protein as a means for 
separation. This approach is represented by known gel filtration based on the size of protein. In gel filtration, a protein 
mixture Is applied to a gel filtration column packed with a matrix for chromatography having a given size of pores. 
Thereafter, elution is done using an eluent (generally buffer) to obtain Individual chromatography fractions, which are 

20 subjected to analysis. 

[0005] A still another example of the general approach is one utilizing specific affinity of protein for a reagent for 
purification. Known examples of such approach include affinity chromatography utilizing an antibody capable of specific 
adsorption to the objective protein, and, when the objective protein is an antibody, an antigen capable of specific 
adsorption to said antibody. In the affinity chromatography, generally, antibody or antigen is bound with a column sub- 

25 strate, and a solution containing an antigen or antibody capable of specifically adsorbing to said antibody or antigen 
is applied to the column, thereby to form an immune complex (antigen-antibody complex) on the column substrate. 
Subsequently, for example, the above-mentioned immune complex is exposed to a buffer having an extremely high 
ionic strength or a buffer having an extremely high or low pH buffer to instabiiize the immune complex into elution. 
Thus, affinity chromatography is a highly effective purification method of protein based on the specific interaction be- 

30 tween the objective protein and ligand immobilized on the solid phase. In affinity chromatography, generally, a solid 
phase ilgand has several inherent scientific properties and due to such properties, it affords selective adsorption of the 
objective protein. Contaminant proteins can be removed because they do not bind with a solid phase ligand or by 
washing the solid phase ligand with a suitable solution. 

[0006] The possibility of preparation of hybrid gene by recent gene technology has opened a new avenue. That is, 

35 by binding a gene sequence encoding a desired protein with a gene sequence encoding a protein fragment (affinity 
peptide) having high affinity for the ligand, a recombinant protein having an affinity peptide suitable for the above- 
mentioned separation can be expressed, which in turn has made it possible to purify a desired recombinant protein in 
the form of a fusion protein by a single step of purification using the affinity peptide. In addition, by mutation restricted 
to a certain site, a specific chemical or enzymatic cleavage site can be introduced into the binding site of the affinity 

40 peptide and the desired recombinant protein, in which case the fusion protein is purified using a suitable affinity resin 
and the affinity peptide is cleaved chemically or enzyinatically to recover the desired recombinant protein. Such puri- 
fication method is known from, for example, Science 198, 1056-1063 (1977) (by Itakura et. al), Proc. Natl. Acad. Sci. 
U.S.A. 80, 6848-6852 (1983) (by Germino et al.), Nucleic Acids Res. 13, 1151-1162 (1985)(by Nilsson et. al.), Gene 
32, 321-327 (1984) (by Smith et al), USP 5,284,933 and USP 5,643,758. 

45 [0007] The affinity peptide of fusion protein can be directly or indirectly bound with a biochemically active polypeptide 
or protein. When a single affinity peptide Is used, the affinity peptide can be bound with the amino terminal amino acid 
or carboxyl terminal amino acid of a biochemically active polypeptide or protein. When two affinity peptides are used, 
one of the affinity peptides may be bound with the amino terminal amino acid of a biochemically active polypeptide or 
protein and the other affinity peptide may be bound with the carboxyl terminal amino acid of the biochemically active 

50 polypeptide or protein. 

[0008] in the case of an indirect binding, the affinity peptide contains a suitable selective cleavage site and can be 
. bound with a desired biochemically active polypeptide or protein via said selective cleavage site. Known preferable 
selective cleavage sites are amino acid sequences -(Asp) n -Lys- wherein n Is 2, 3 or 4 and -lle-Glu-Gly-Arg-. These 
selective cleavage sites can be specifically recognized by enterokinase and aggregating factor Xa, respectively, which 
55 are proteases. Such affinity peptide can be enzymatically cleaved at the above-mentioned selective cleavage sites by 
a method known per sa 

[0009] In the case of direct binding, the affinity peptide remains bound with a desired biochemically active polypeptide 
or protein. That is, the affinity peptide does not have a chemically or enzymatically cleavable selective cleavage site. 
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The direct bond is advantageous when the activity of the desired polypeptide or protein is not adversely affected by 
the presence of affinity peptide. 

[0010] USP 5,643,758 discloses a binding protein having an affinity peptide having specific affinity for particular 
carbohydrate; in other words, a production method of a fusion protein using a carbohydrate-binding protein and a 
convenient purification method using it. The above-mentioned carbohydrate-binding protein is exemplified by mono, 
di orpolysaccharide-binding protein, which is more specifically a maltose-binding protein, an arabinose-binding protein 
or the like. Particularly, the maltose-binding proJein,jwhich is ajmaJE gene product of Escherichia cqli t is a periplasm 
protein subject to an influence of osmotic pressure, and shows specific affinity for maltose and maltodextrin. This 
maltose-binding protein, Its fragment, and a fusion protein with an objective protein can be purified by affinity column 
chromatography using an amylose resin. Those of ordinary skill in the art know that utilization of a maltose-binding 
protein as an affinity peptide of fusion protein leads to a high possibility of purification in a solubiiized state, even when 
the objective protein is sparingly soluble or easily insolubiiized. 

[0011] As mentioned above, there are various purification methods of protein, among which affinity column chroma- 
tography utilizing fusion protein is particularly a highly superior purification method. These methods generally include 
regeneration and recycled use of expensive materials used, such as carrier and the like, which renders It not entirely 
convenient. The conventional purification method mainly based on column chromatography requires a lot of time for 
sequentially passing samples through column, due to which automation and high throughput are difficult to achieve. 
[0012] The present invention has been made to solve the above-mentioned problems and provides a purification 
method of protein, which is strikingly convenient as compared to conventional methods and which permits automation 
and high throughput, and materials therefor. 

[0013] As a result of Intensive studies made by the present inventors in an attempt to develop a convenient purification 
method of protein, which permits automation and high throughput, they have taken note of specifically easy binding of 
amylose with a maltose-binding protein, bound the maltose-binding protein with a ferromagnetic oxide particle surface- 
treated with amylose as a representative carbohydrate, and tried purification of this protein from a biological sample, 
which resulted in efficient isolation of the protein. Accordingly, the present invention provides the following. 

(1 ) A magnetic carrier comprising a ferromagnetic oxide particle and a carbohydrate layer coating the ferromagnetic 
oxide particle. 

(2) The magnetic carrier described in the above-mentioned (1), wherein the ferromagnetic oxide is ferromagnetic 
iron oxide. 

(3) The magnetic carrier described in the above-mentioned (2), wherein the ferromagnetic Iron oxide is at least 
one member selected from maghemite, magnetite and manganese zinc ferrite. 

(4) The magnetic carrier described in any of the above-mentioned (1 ) to (3), wherein the carbohydrate forming the 
carbohydrate layer Is oligosaccharide or polysaccharide comprising glucose as a main unit. 

(5) The magnetic carrier described in the above-mentioned (4), wherein the carbohydrate forming the carbohydrate 
layer is amyiose. 

(6) The magnetic carrier described in any of the above-mentioned (1 ) to (5), which has saturation magnetization 
of 20 A-m 2 /kg - 1 00 A*m 2 /kg. 

(7) The magnetic carrier described in any of the above-mentioned (1 ) to (6), showing a coercive force of not more 
than 15.93 kA/m. 

(8) The magnetic carrier described in any of the above-mentioned (1) to (7), having an average particle size of 
0.05 um - 20 ujti. 

(9) The magnetic carrier described in any of the above-mentioned (1) to (8), which maintains, after preservation 
in a dispersion solution at 2-1 0°C for 30 days, not less than 80% of the protein binding capability before the pres- 
ervation. 

(10) The magnetic carrier described in any of the above-mentioned (1) to (9), which has relatively high affinity for 
a fusion protein containing a part or the entirety of a protein capable of specifically binding with carbohydrate and 
having affinity for carbohydrate, rather than the protein itself. 

(11) The magnetic carrier described in the above-mentioned (10), which substantially binds 100% with a fusion 
protein containing a part or the entirety of a protein capable of specifically binding with carbohydrate and having 
affinity for carbohydrate, when a lysate of a recombinant that expresses the protein and the fusion protein is purified. 

(12) The magnetic carrier described in any of the above-mentioned (1) to (11), which affords more efficient elution 
by the use of a phosphate buffer as an eiuent for elution of a protein bound with the carrier, than by the use of a 
different buffer. 

(13) The magnetic carrier described in the above-mentioned (1 2), wherein the protein bound with the carrier shows 
a recovery percentage of not less than 60% by a phosphate buffer and not more than 20% by a different buffer. 

(14) A production method of a magnetic carrier, which is described in any of the above-mentioned (1) to (13), which 
comprises adding a carbohydrate to a dispersion of the ferromagnetic oxide particles, heating the mixture and 
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cooling the mixture to form a carbohydrate layer coating the ferromagnetic oxide particles. 

(15) A method for purifying a protein capable of specifically binding with carbohydrate from a biological sample 
containing the protein, which comprises the steps of 

(a) binding said protein with the magnetic carrier described In any of the above-mentioned (1) to (13), 

(b) isolating said protein bound with the magnetic carrier from the biological sample, and 

(c) separating said protein isolated from the biological sampJeXrorrt the magnetfc carrjer._ 

(16) A method for purifying a fusion protein containing a part or the entirety of a protein capable of specifically 
binding with carbohydrate and haying affinity for carbohydrate from a biological sample containing the protein and 
the fusion protein, which comprises the steps of 

(a) binding said fusion protein with the magnetic carrier described In any of the above-mentioned (1) to (13), 

(b) isolating said fusion protein bound with the magnetic carrier from the biological sample, and 

(c) separating said fusion protein isolated from the biological sample, from the magnetic carrier. 

(17) A reagent kit for purification of a protein, which comprises a magnetic carrier described in any of the above- 
mentioned (1)to (13), a dispersion medium for preparing a solution for protein extraction by dispersing the magnetic 
carrier, and an eluent capable of eluting the protein. 

(18) A reagent kit for purification of a protein, which comprises a solution for protein extraction containing the 
magnetic carrier described in any of the above-mentioned (1 ) to (1 3) and an eluent capable of eluting the protein. 

[0014] Fig. 1 shows comparison results of sodium dodecyl sulfate-poiyacrylamide gel electrophoresis (hereinafter 
to be referred to as "SDS-PAGE") of the sample before purification and fusion protein MBP-LacZcc wherein a maltose- 
binding protein is bound with the amino terminal of 0-galactosidase a chain purified by the present method. 
[0015] Fig. 2 shows comparison results of SDS-PAGE of respective fusion proteins MBP-TNP1 wherein a maltose- 
binding protein Is bound with the amino terminal of Escherichia coll transposes purified using an amylose-coated mag- 
netite particle immediately after dispersion and an amylose-coated magnetite particle refrigerated (4°C) for 30 days 
after dispersion. 

[0016] Fig.' 3 shows comparison results of SDS-PAGE of respective fusion proteins MBP-TNP1 purified using an 
amylose-coated magnetite particle and a commercially available amylose-coated resin. 

[0017] Fig. 4 shows comparison results of SDS-PAGE of respective fusion proteins MBP-TNP1 purified using 50 
mM potassium phosphate buffer (pH 7.5) containing 10 mM maltose and 50 mM Tris hydrochloride buffer (pH 7.5) 
containing 10 mM maltose as eluents for recovering a protein bound with an amylose-coated magnetite particle. 
[0018] The magnetic carrier of the present invention basically comprises a ferromagnetic oxide particle and a car- 
bohydrate layer coating the ferromagnetic oxide particle, and is capable of binding with a protein. 
[0019] The ferromagnetic oxide particle in the present invention is a particle obtained by oxidizing metallic particle 
and has magnetic reactivity (sensitivity to magnetic field). As used herein, by "has magnetic reactivity" is meant showing 
sensitivity to a magnetic field when an external magnetic field is present due to magnet and the like, such as magnet- 
ization by the magnetic field, adsorption to the magnet and the like. The ferromagnetic oxide Is not particularly limited 
and exemplified by known metal oxides such as Iron oxide, cobalt oxide, nickel oxide and the like. In view of superior 
sensitivity, particularly to a magnetic field, It is preferably ferromagnetic iron oxide. While ferromagnetic iron oxide is 
particularly preferable, any having superparamagnetism can be used as long as it is sensitive to a magnetic field. 
Examples of the ferromagnetic iron oxide include conventionally known various ferromagnetic iron oxides. Of these, 
at least one member selected from ferrites, such as maghemite (Y-Fe 2 0 3 ), magnetite (Fe 3 0 4 ), manganese zinc ferrite 
(Mn 1 . x ZnXFe 2 0 4 ) and the like is preferable, in view of superior chemical stability. Of these, magnetite, is particularly 
preferable because it shows high magnetization and is superior in sensitivity to the magnetic field. 
[0020] The ferromagnetic iron oxide particle can be prepared by, for example, a conventionally known method com- 
prising oxidization of particles, such as Fe(OH) 2 and the like, in water. In the Examples to be mentioned later, one 
example is directed to the manufacture of magnetite particles. 

[0021] The ferromagnetic oxide particle to be used in the present invention is not particularly limited as regards the 
shape thereof and may be spherical, ellipsoidal, granular, plate, needle, polyhedral (e.g., cubic etc.), and the like. 
Preferred are spherical, ellipsoidal or granular one in view of easy processing into a preferable shape when prepared 
into the magnetic carrier to be mentioned below. 

[0022] The size of the ferromagnetic oxide particle to be used In the present invention Is also free of any particular 
limitation, but generally, one magnetic carrier is formed by coating a bulk of 1 -1 00 particles with a carbohydrate layer, 
wherein the particle preferably has an average particle size of 0.05 urn - 0.5 u/n, because it facilitates formation of 
magnetic carrier having preferable size of 0.05 ujti - 20 ujn, as mentioned below. The "particle size" of the ferromagnetic 
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oxide particle refers to the maximum length of all the lengths in any direction of the particle. The average particle size 
of the above-mentioned ferromagnetic oxide particle is calculated by, for example, measuring the particle size of each 
of 300 particles on a transmission electron microscopic photograph and calculating the number average thereof. 
[0023] The carbohydrate that forms a carbohydrate layer in the present invention is not particularly limited, and mono, 
di, or polysaccharide and mixtures thereof and the like can be used. A carbohydrate that has sufficient affinity for the 
objective protein may be selected and used as appropriate. Examples of such carbohydrate include glucose, galactose, 
arabinose,_mannose, maltose, maltodextrin, amytose, dextrin, soluble starch and the like, of these, oligosaccharide or 
polysaccharide containing glucose as a main unit is preferable, and amylose is more preferable, because it is econom- 
ical and easily available. Particularly when a fusion protein containing a part or the entirety of a maltose-binding protein 
is used as the objective protein, amylose is preferably used as a carbohydrate. 

[0024] The magnetic carrier of the present invention comprises the aforementioned ferromagnetic oxide particle and 
a carbohydrate layer coating the particle. As used herein, by the "coating" is meant a carbohydrate layer formed as 
the outermost layer of the magnetic carrier by covering the outer periphery of the ferromagnetic oxide particle. The 
carbohydrate layer may be formed to completely cover the ferromagnetic oxide particle or the ferromagnetic oxide 
particle may be partially exposed as long as the affinity bond between the objective protein and the carbohydrate is 
not inhibited. 

[0025] The carbohydrate layer need only be formed on the outermost part of the magnetic carrier, and as long as 
the magnetic reactivity of the magnetic carrier Imparted by the ferromaqnetic oxide particle is not impaired, an inter- 
mediate layer may be formed between the ferromagnetic oxide particle and the carbohydrate layer, specifically, a 
magnetic silica bead wherein a ferromagnetic oxide particle is covered with a silica coating, and a magnetic carrier 
wherein a carbohydrate layer is formed on a particle that underwent processing such as dispersing ferromagnetic oxide 
particle in silica and the like (in this case, an intermediate layer is formed by silica) are exemplified. The presence of 
an intermediate layer made of silica between the ferromagnetic oxide particle and the carbohydrate layer affords a 
magnetic carrier advantageous in that it can form a near spherical particles. When an intermediate layer is formed 
using silica, a carbohydrate layer is preferably formed to completely cover the intermediate layer, thereby to avoid 
contamination of the nucleic acid. 

[0026] In the magnetic carrier of the present Invention, the amount of the carbohydrate coating the ferromagnetic 
oxide particle (adhered amount of the carbohydrate layer) is preferably 1 wt% - 30 wt%, more preferably 5 wt% - 20 
wt%, of the ferromagnetic oxide particle. When the amount of the above-mentioned carbohydrate is less than 1 wt% 
of the ferromagnetic oxide particle, the magnetic carrier tends to show lower binding performance with a protein, and 
when the amount of the above-mentioned carbohydrate exceeds 30 wt% of the ferromagnetic oxide particle, it exerts 
an adverse influence on the magnetic properties of the magnetic carrier, which in turn often degrades the efficiency of 
the extraction and purification of the protein utilizing the magnetic field to be mentioned below. 
[0027] The magnetic carrier of the present invention may be formed as one magnetic carrier by coating one ferro- 
magnetic oxide particle with a carbohydrate layer, or plural ferromagnetic oxide particles may be coated with a carbo- 
hydrate layer to give one magnetic carrier. Generally, 1 to 100 ferromagnetic oxide particles are coated with a carbo- 
hydrate layer and provided as one magnetic carrier. 

[0028] The magnetic earner of the present invention is subject to no particularly limitation as to its shape, and may 
have various shapes, such as needle, sphere, plate and the like. However, spherical, ellipsoidal or granular carrier is 
preferable, because collection efficiency and dispersibility of the magnetic carrier are well-balanced during recovery 
of the magnetic carrier using a magnetic field and separation of the protein bound with the magnetic carrier from a 
biological sample, thus affording superior operabiltty. As used herein, by the "spherical" is meant a shape having an 
aspect ratio (ratio of maximum length and minimum length as measured in any direction) of 1 .0 - 1 .2 (not less than 1 .0 
and not more than 1 .2), and by the "ellipsoidal" is meant a shape wherein the aspect ratio exceeds 1 .2 and is not more 
than 1 .5. By the "granular" is meant one having the same length of particle in all directions, such as a sphere, and one 
free of particular anisotropy as a whole, though subject to change in length depending on the direction, such as an 
ellipsoid having a greater length in only one direction. 

[0029] The size of the magnetic carrier is also free of any particular limitation, but one having an average particle 
size of 0.05 |xm - 20 jim is preferable, and 0.1 um - 1 0 u/n is more preferable, because they show superior operability 
as do the above-mentioned shapes. When the average particle size of the magnetic carrier is less than 0.05 ujti, the 
specific surface area of the magnetic carrier becomes large, often making the amount of binding with the objective 
protein greater but making collection of the magnetic carrier difficult. When the average particle size of the magnetic 
carrier exceeds 20 u/n, the specific surface area of the magnetic carrier becomes smaller and the carrier tends to fall 
easily, thus often decreasing the amount of binding with the objective protein. 

[0030] The "particle size" of the magnetic carrier means the same as the particle size of the aforementioned ferro- 
magnetic oxide particle, and the average particle size of the magnetic carrier can be calculated in the same manner 
as in the average particle size of the aforementioned ferromagnetic oxide particle. 

[0031] When a protein is purified using the magnetic carrier of the present invention utilizing a magnetic field, the 
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magnetic properties of the magnetic carrier are important. The magnetic properties may be, for example, saturation 
magnetization mainly involved in the collection of the magnetic carrier bound with the protein, or coercive force mainly 
involved in the separation (elution of protein) of protein from the magnetic carrier. 

[0032] In general terms, the higher the saturation magnetization is, the greater the sensitivity to the magnetic field 
5 becomes. Thus, a magnetic carrier showing high saturation magnetization improves collection performance of the 
magnetic carrier bound with a protein forthe purification of a protein utilizing the magnetic field, but too high a saturation 
magnetization causes magnetic coherence. 

[0033] The magnetic carrier of the present invention preferably shows saturation magnetization of 20 A-m 2 /kg (emu/ 
g) - 1 00 A-m 2 /kg (emu/g), more preferably 30 A-m 2 /kg (emu/g) - 80 A-m 2 /kg (emu/g). When the saturation magnetization 

10 of the magnetic carrier is less than 20 Am 2 /kg, the sensitivity of the magnetic carrier to the magnetic field tends to 
become low, degrading the collection efficiency. When the saturation magnetization of the magnetic carrier exceeds 
100 A-m 2 /kg, the magnetic carriers easily cohere magnetically, and tend to show degraded dispersibility in the purifi- 
cation system of the protein. The saturation magnetization of the magnetic carrier can be determined by, for example, 
measuring the magnetization upon application of 796.5 kA/m (1 0 kilooersted) magnetic field using a vibrating sample 

15 magnetometer (manufactured by TOEI INDUSTRY CO., LTD). 

[0034] While the magnetic carrier is magnetized to some degree by the magnetic field applied for collection, a greater 
coercive force causes a greater coherence between magnetic carriers, which in turn degrades dispersibility of the 
magnetic carrier during elution of protein from the magnetic carrier. As a result, the elution property of the bound protein 
in the solution is degraded and the extraction efficiency tends to become tower. The coercive force does not cause 

20 any particular problem while it is small, but a small coercive force is achieved only with the restriction on the kind of 
ferromagnetic iron oxide particle to be used and the synthesis method of the magnetic carrier. 
[0035] The magnetic carrier of the present invention preferably has a coercive force of not more than 15.93 kA/m 
(200 oersted), more preferably 2.39 kA/m - 1 1 .94 kA/m (30 oersted - 1 50 oersted). The coercive force of the magnetic 
carrier can be determined using a vibration sample magnetometer (manufactured by TOEI INDUSTRY CO., LTD) by, 

25 for example, applying the magnetic field of 796.5 kA/m (10 kilooersted) for saturation magnetization, reducing the 
magnetic field to nil, applying the magnetic field such that the magnetic field gradually increases in the reverse direction 
and reading the intensity of the applied magnetic field at the time when the magnetization value becomes nil. 
[0036] The magnetic carrier of the present invention preferably shows a saturation magnetization of 20 A-m 2 /kg 
(emu/g) - 1 00 Am 2 /kg (emu/g) , and a coercive force thereof of not more than 1 5.93 kA-m (200 oersted) , in consideration 

30 of the well-balanced collection efficiency and dispersibility of the magnetic carrier in the purification method of protein 
utilizing the magnetic field to be mentioned below. 

[0037] In a particularly preferable embodiment, the magnetic carrier of the present invention contains a ferromagnetic 
oxide particle and a carbohydrate layer coating the ferromagnetic oxide particle, shows a coercive force of not more 
than 1 5.93 kA/m (200 oersted) and saturation magnetization of 20 A-m 2 /kg - 1 00 A-m 2 /kg and has a spherical, ellipsoidal 

35 or granular shape having an average particle size of 0.05 \irr\ - 20 pm. In this embodiment, moreover, the magnetic 
carrier comprises a magnetite particle as a ferromagnetic oxide particle and amyfose as carbohydrate. 
[0038] The protein (objective protein) to be purified using the magnetic carrier of the present invention (with which 
the magnetic carrier of the present invention can bind) is not particularly limited as long as it can specifically bind with 
a carbohydrate. The "protein 0 in the present specification encompasses conventionally known various carbohydrate- 

40 binding proteins, and fusion proteins (e.g., fusion protein disclosed in USP 5,643,758) having a fragment capable of 
specifically binding with the carbohydrate. Furthermore, fragments thereof and the like, such as peptide, oligopeptide 
and polypeptide, are also encompassed as long as they can specifically bind with a carbohydrate. Specific examples 
include carbohydrate-binding proteins such as maltose-binding protein, arabinose-binding protein, glucose-binding 
protein, mannose-binding protein, lectin and the like, fusion proteins containing apart or the entirety thereof and having 

45 affinity for carbohydrate [e.g., fusion protein of protein substantially free of carbohydrate bindability and a carbohydrate- 
binding protein (fusion protein MBP-LacZcc, wherein a maltose-binding protein is bound with the amino terminal of p- 
gaiactosidase a chain to be mentioned below; fusion protein MBP-TNP1 , wherein a maltose-binding protein is bound 
with the amino terminal of Escherichia coii transposase, fusion protein MBP-GFP1 wherein a maltose-binding protein 
is bound with the amino terminal of a green fluorescent protein, and the like)]. Of these, a maltose-binding protein, 

50 which is a malE gene product of Escherichia coli t is particularly preferable, because it is a periplasm protein subject . 
to an influence of the osmotic pressure and can specifically bind with maltose and maitodextrin. 
. [0039] While the production method of the magnetic carrier of the present invention is free of any particular limitation, 
carbohydrate can be applied on the ferromagnetic oxide particle (formation of a carbohydrate layer) by, for example, 
adding carbohydrate to a dispersion of ferromagnetic oxide particle In a suitable dispersion medium, and heating and 

55 cooling the mixture. Such production method of the magnetic carrier of the present invention adheres carbohydrate to 
a ferromagnetic oxide particle utilizing the difference in solubility of carbohydrate depending on the temperature, thereby 
forming a carbohydrate layer. 

[0040] The respective conditions for the production method of the present invention can be appropriately determined 
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according to the ferromagnetic oxide particle and carbohydrate to be used and are not particularly limited. In the fol- 
lowing, an embodiment using a magnetite particle as a ferromagnetic oxide particle and amylose as carbohydrate is 
explained in detail. 

[0041] First, magnetite particles are dispersed in a dispersion medium at the ambient temperature (20°C). The dis- 
persion medium is free of any particular limitation, and water, ethyl alcohol, isopropyl alcohol and the like can be used. 
Preferred is water, which decreases the production cost. The amount of the magnetite particle to be added to the 
dispersion medium is free of any p artic ular limitation, and preferably added to a concentration of 1 wt% - 50jwt% to 
afford a uniform dispersion. 

[0042] Then, amylose is added to the dispersion with stirring at the ambient temperature and the mixture is heated 
to about 90°C. The amount of amylose to be added to the magnetite particle is preferably 0.1 wt% - 30 wt%. Because 
the solubility of amylose in water is generally about several % (2% - 6%), the amount of water is determined to be 
preferably such an amount as makes the concentration of magnetite particle to be dispersed not more than this level. 
For example, magnetite particle (1 0 g) is dispersed in water (50 g) and about 0.1 g - 3 g of amylose is added. After the 
addition of amylose, the mixture is preferably stirred at ambient temperature for about 10 min - 1 hr, heated to the 
above-mentioned temperature and stirred for 10 min - 1 hr in a heated state, whereby amylose is uniformly dispersed 
to allow easy formation of a uniform carbohydrate layer. 

[0043] Then , the dispersion containing dissolved amylose is cooled to ambient temperature with stirring. As a result, 
the dissolved amylose is gradually precipitated and adheres to the surface of the magnetite particle. 
[0044] In this manner, the magnetic carrier of the present invention comprising a magnetite particle and a carbohy- 
drate layer made from amylose for coating the magnetite particle can be produced. The magnetic carrier showing the 
above-mentioned saturation magnetization and coercive force can be obtained by, for example, coating 1-100 ferro- 
magnetic oxide particles per one magnetic carrier with a carbohydrate layer, and making the proportion of the carbo- 
hydrate 0.1 wt% - 30 wt% relative to the ferromagnetic oxide particle, in the above-mentioned production method of 
the magnetic carrier. 

[0045] The magnetic carrier of the present invention is not limited to the one obtained by the aforementioned pro- 
duction method of the present Invention, and may be obtained by a production method other than the above-mentioned, 
as long as the same constitution is afforded. 

[0046] The magnetic carrier of the present invention is superior in preservation stability, and can be preferably used 
for a purification method of a protein. Even when preserved in a dispersion solution at 2-1 0°C (particularly 4°C) for 30 
days, a preferable magnetic carrier of the present invention maintains not less than 80% (preferably not less than 90%) 
of the protein binding capability before the preservation. As used herein, the "dispersion solution" is exemplified by a 
buffer, such as potassium phosphate buffer, sodium phosphate buffer, Tris hydrochloride buffer, PIPES buffer, borate 
buffer, acetate buffer, MES buffer and the like, with preference given to 20 mM - 100 mM potassium phosphate buffer 
(pH 5.0-8.0). The "protein binding capability" here means a protein amount that can be purified with 1 g of the particle. 
The protein amount can be determined by the following quantitative determination method by SDS-PAGE and meas- 
urement of absorbance (280 nm). 

[quantitative determination of protein by SDS-PAGE] 

[0047] The quantitative determination of protein by SDS-PAGE Is conducted as In the following. First, dilution series 
(e.g., 2-fold, 4-fold, 8-foid and the like) of a standard protein (e.g., bovine serum albumin), whose concentration is 
known, and a target protein are each prepared, and subjected to SDS-PAGE. Then, the smallest detectable concen- 
tration (A) for SDS-PAGE is determined from the dilution series of the standard protein and the dilution fold that permits 
detection of the target protein is determined from the dilution series of the target protein, the protein concentration of 
which being taken as the above-mentioned (A), and the concentration of the target protein is determined by multiplying 
with the dilution fold. SDS-PAGE is conducted according to a known method such as the method described in, for 
example, electrophoresis experiment method (Japanese Electrophoresis Society ed., 1999 issue) and the like. 
[0048] The quantitative determination by SDS-PAGE can be also conducted by measuring the absorbance at 280 
nm of the protein. 

[0049] The magnetic carrier of the present invention preferably has a relatively high affinity for a fusion protein con- 
taining a part or the entirety of a protein capable of specifically binding with the aforementioned carbohydrate and 
having affinity for carbohydrate, rather than the protein itself. As mentioned below, the magnetic carrier of the present 
invention having such property can be preferably used for purifying a fusion protein containing a part or the entirety of 
a protein capable of specifically binding with carbohydrate and having affinity for carbohydrate from a biological sample 
containing the fusion protein. Preferably, when a lysate of a recombinant expressed a protein capable of specifically 
binding with carbohydrate and having affinity for carbohydrate and a fusion protein containing a part or the entirety of 
the protein capable of specifically binding with carbohydrate and having affinity for carbohydrate is purified (specifically 
when purified according to the methods of Experimental Example 4 and Experimental Example 5), a magnetic carrier 
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that substantially binds 100% with the fusion protein can be obtained. As used herein, "substantially binds 1 00% with 
the fusion protein" means that the amount of a protein other than a fusion protein containing a protein capable of 
specifically binding with carbohydrate, which binds with a magnetic carrier, is less than the detection limit. The amount 
of a protein which binds with a magnetic carrier can be determined by the above-mentioned quantitative determination 
5 by SDS-PAGE and measurement of absorbance (280 nm). In other words, "substantially binds 100% with the fusion 
protein" means that a protein other than the fusion protein binds in an amount not detectable by these protein quanti- 
tative determination methpds. _ J__ 

[0050] Furthermore, the magnetic carrier of the present invention is preferably characterized in that more efficient 
elution can be achieved than by the use of a different buffer, when phosphate buffer is used as an eluent for the elution 

10 of a protein bound with a carrier. The specificity of elution to a particular kind of buffer means the presence or otherwise 
of elution can be controlled by the buffer to be used. A significant effect can be expected from the use of the carrier of 
the present Invention as a carrier for immobilizing an enzyme, because the Immobilized enzyme can have a longer 
life. Preferably, the recovery percentage of the protein bound with a carrier is not less than 60% (preferably not less 
than 80%) when phosphate buffer is used, whereas not more than 20% (preferably not more than 1 0%) when a different 

is buffer is used. Examples of the phosphate buffer include potassium phosphate buffer, sodium phosphate buffer and 
the like, of which 20 mM - 1 00 mM potassium phosphate buffer (pH 6.0 - 8.0) is preferable, particularly 50 mM potassium 
phosphate buffer (pH 7.5) is preferable. As the different buffer here, 20 mM - 100 mM Tris hydrochloride buffer, Tris 
sulfate buffer, HEPES buffer, MOPS buffer, PIPES buffer, borate buffer and the like can be used, and particularly, 50 
mM Tris hydrochloride buffer (pH 7.5), Tris sulfate buffer (pH 8.0), HEPES buffer (pH 7.7), MOPS buffer (pH 7.5), 

20 PIPES buffer (pH 7.5) and borate buffer (pH 8.0) can be used. As used herein, a protein is eluted using, for example, 
a buffer containing 1 mM - 1 00 mM (preferably 1 0 mM) maltose when the objective protein Is a maltose-binding protein. 
The "recovery percentage of protein" is a ratio of the amount of the protein obtained (recovered) by purification using 
a magnetic carrier and a purified protein as a sample to the amount of the protein in the (original) sample. The protein 
amount can be determined by the above-mentioned quantitative determination by SDS-PAGE and measurement of 

25 absorbance (280 nm). 

[0051] The present invention also provides a method for purifying a protein capable of specifically binding with car- 
bohydrate from a biological sample containing the protein, using the aforementioned magnetic carrier. The purification 
method of protein of the present invention comprises the steps of [1] binding the above-mentioned protein with the 
magnetic carrier, [2] isolating the protein bound with the magnetic carrier from a biological sample, and [3] separating 

30 the protein isolated from the biological sample from the magnetic carrier, whereby the protein is purified. 

[0052] In step [1], a biological sample containing the objective protein and a magnetic carrier are mixed to allow the 
objective protein to bind with the magnetic carrier. The method for binding the objective protein with the magnetic carrier 
is free of any particular limitation as long as they are mixed in a suitable buffer to bring them into contact with each 
other. The mixing is sufficiently achieved by, for example, gently reversing the tube to allow stirring or shaking the tube, 

35 which is done using, for example, a commercially available vortex mixer and the like. 

[0053] When step [1] is conducted, the magnetic carrier is preferably prepared in advance by dispersing same in a 
suitable dispersion medium to give a solution for protein extraction. The dispersion medium, in which the magnetic 
carrier has been dispersed, is free of any particular limitation, but potassium phosphate buffer, sodium phosphate 
buffer, Tris hydrochloride buffer, PIPES buffer, borate buffer and the like are preferable, because they are generally 

40 used for purification of proteins. Of these, 20 mM -100 mM potassium phosphate buffer (pH 6.0-8.0) is preferably used. 
[0054] For preparation of a solution for protein extraction, a magnetic carrier is preferably added such that the con- 
centration of the dispersion solution is 0.1 g/mL - 1 .0 g/mL. When it is less than 0.1 g/mL, retention of many proteins 
becomes difficult and magnetic collectivity tends to become poor, and when it exceeds 1 .0 g/mL, dispersibility and 
preservation stability of the dispersion solution tend to become poor. 

45 [0055] While the mixing ratio of the solution for protein extraction and the biological sample varies depending on the 
molecular weight of the objective protein, it preferably makes the weight ratio of the magnetic carrier : objective protein 
contained in the biological sample 1:0.001 - 1:0.1. 

[0056] In the subsequent step [2], the objective protein bound with the magnetic carrier in the above-mentioned step 
[1] is isolated from the biological sample together with the magnetic carrier. The isolation can be done by centrifugal 

so separation or filter separation, but a magnetic field, i.e., magnet, is preferably used for the isolation, because the 
operation is simple and specific isolation can be done in a short time, which in turn affords miniaturization of the puri- 
fication apparatus as a whole, continuous treatment and facilitated automation treatment. The magnet to be preferably 
used is, for example, one having a magnetic flux density of about 0.03T (300 gauss). Specifically, the above-mentioned 
step [1] is conducted In a suitable tube, and after binding of the magnetic carrier with the objective protein, a magnet 

55 is placed near the side wall of the tube to pull together the magnetic carrier bound with the objective protein near the 
side wall of the tube, and the remaining solution is discharged from the tube while maintaining this state. 
[0057] In step [3], the objective protein isolated from the biological sample as mentioned above is separated from 
the magnetic carrier. In this step, for example, a solution for elution, that can elute the protein, is injected into the tube 
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after step [2] to cause elution of the protein from the magnetic carrier. Thereafter, the magnetic carrier is collected using 
the magnet and removed from the tube to separate the objective protein from the magnetic carrier. 
[0058] As the above-mentioned solution for elution that can elute the protein, a solution containing carbohydrate 
having affinity for the protein is preferably used. For example, when the objective protein is a maltose-binding protein, 
a buffer containing 1 mM - 100 mM maltose can be exemplified. As the buffer, potassium phosphate buffer, sodium 
phosphate buffer, Tris hydrochloride buffer, PIPES buffer, borate buffer and the like can be mentioned, of which 20 mM 
- 1 00 mM potassium phosphate buffer (pH 6.0 - 8.0) js preferable. 

[0059] By the purification method basically containing the above-mentioned steps [1]-[3], the objective protein can 
be purified from a biological sample. The purification method of the present invention affords dramatically improved 
convenience when compared to conventional methods, and permits automation and high throughput. 
[0060] Moreover, the present invention provides, using the aforementioned magnetic carrier, a method for purifying 
a fusion protein containing a part or the entirety of a protein capable of specifically binding with carbohydrate and 
having affinity for carbohydrate from a biological sample containing the protein and the fusion protein. The purification 
method of the fusion protein of the present invention comprises the steps of [1] binding the above-mentioned fusion 
protein with the magnetic carrier, [2] isolating the fusion protein bound with the magnetic carrier from a biological 
sample, and [3] separating the fusion protein bound with the magnetic carrier isolated from the biological sample, from 
the magnetic carrier, whereby the fusion protein can be purified. The respective steps [1]-[3] can be carried out ac- 
cording to the above-mentioned purification method of a protein capable of specifically binding with carbohydrate. By 
the purification method basically containing the above-mentioned steps [1]-[3], the objective fusion protein can be 
purified from a biological sample containing a protein capable of specifically binding with carbohydrate and a fusion 
protein containing said protein. The purification method of the present invention affords dramatically improved conven- 
ience when compared to conventional methods, and permits automation and high throughput. 
[0061] The magnetic carrier of the present invention may be provided as a reagent kit for purification of protein, which 
contains a magnetic carrier, a dispersion medium for dispersing the magnetic carrier for preparation of the above- 
mentioned solution for protein extraction and the aforementioned solution for elution capable of eluting the protein, or 
the above-mentioned solution for protein extraction containing the magnetic carrier and the aforementioned solution 
for elution capable of eluting the protein, which are contained in separate tubes and the like. Such reagent kit of the 
present invention omits the labor of preparing various reagents and the like for purification of protein and makes it 
possible to quickly apply the method of the present invention using only the necessary amounts. 
[0062] The present invention is described in more detail in the following by way of Examples, which are not to be 
construed as limitative. 

Example 1 

<synthesis of magnetite particle> 

[0063] The magnetite particle to be subjected to an adhesion treatment with amylose was synthesized according to 
the following method. Ferrous sulfate (FeS0 4 .7H 2 0, 100 g) was dissolved in pure water (1000 cc). Sodium hydroxide 
(28.8 g) was dissolved in 500 cc of pure water to achieve equimolar with the ferrous sulfate. Then aqueous solution 
of sodium hydroxide was added dropwise over 1 hr while stirring to an aqueous ferrous sulfate solution to precipitate 
ferrous hydroxide. After the completion of the dropwise addition, the suspension containing the precipitated ferrous 
hydroxide was heated to 85°C with stirring. After the temperature of the suspension reached 85°C, the reaction mixture 
was oxidized for 8 hr while blowing in air at a rate of 200 L/hr with an air pump to give magnetite particles. The magnetite 
particles were almost spherical and had an average particle size of 0.28 u,m. 

[0064] The average particle size of the magnetite particle was determined by measuring the size of 300 particles on 
a transmission electron microscopic photograph and calculating a number average thereof. 

<amylose adhesion treatment> 

[0065] The magnetite particles (1 0 g) synthesized as mentioned above were dispersed in 50 cc of pure water. Amy- 
lose (1 g) was added to the dispersion solution at the ambient temperature (20°C) and the mixture was stirred for 30 
min, then heated to 90°C with stirring. After stirring at 90°C for 1 hr, the mixture was allowed to cool to room temperature 
with stirring. Because amylose is easily dissolved by heating and does not dissolve easily when cooled, amylose 
precipitates on the surface of magnetite particle in this cooling step. In this manner, a magnetic carrier (amylose-coated 
magnetite particle), wherein the magnetite particle is coated with a carbohydrate layer made from amylose, was pre- 
pared. 

[0066] The obtained amylose-coated magnetite particle had a spherical or granular shape and had an average par- 
ticle size of 0.6 ujti. It showed saturation magnetization of 75.1 A-m 2 /kg (emu/g) and a coercive force of 7.1 7 kA/m (90 
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oersted) as measured by applying a magnetic field of 796.5 kA/ujn (10 kilooersted) using a vibrating sample magne- 
tometer (manufactured by TOEI INDUSTRY Co., LTD.). 

Example 2 

5 

[0067] In the same manner as in Example 1 except that magnetite particle was synthesized after changing the tem- 
perature^ the suspension containing the ferrous hydroxide precipitate from 85°c to 60°C, a magnetic carrier (amylose- 
coated magnetite particle) was prepared. 

[0068] The synthesized magnetite particle had a spherical shape and had an average particle size of 0.1 3 urn The 
10 obtained amylose-coated magnetite particle had a spherical or granular shape and had an average particle size of 0.4 
urn. It showed saturation magnetization of 73.8 A-m 2 /kg (emu/g) and a coercive force of 8.36 kA/m (105 oersted) as 
measured in the same manner as In Example 1 . 

Examnle 3 

15 

[0069] In the same manner as in Example 1 except that the amylose adhesion treatment was conducted after chang- 
ing the amount of amylose added from 1 g to 2 g, a magnetic carrier (amylose-coated magnetite particle) was prepared. 
[0070] The obtained amylose-coated magnetite particle had a spherical or granular shape and had an average par- 
ticle size of 0.8 um. It showed saturation magnetization of 69.7 A-m 2 /kg (emu/g) and a coercive force of 7.57 kA/m (95 
20 oersted) as measured In the same manner as in Example 1 . 

Experimental Examples 1-3 

[0071] Using the amylose-coated magnetite particles prepared in Examples 1 -3 and according to the following proc- 

25 esses, the objective proteins were extracted and purified from biological samples. 

[0072] As a biological sample for isolating the protein, bacterial cells obtained by culturing Escherichia coii (Es- 
cherichia coii JM109 (available from Toyobo co., Ltd.)) retaining plasmid pMALc2E (plasmid that expresses fusion 
protein MBP-LacZa wherein a maltose-binding protein is bound with the amino terminal of 0-galactasidase a chain, 
available from New England Biolab) in 50 mL TB medium/500 mL flask at 37°C for 20 hr were used. The bacterial cells 

30 were suspended in 50 mM potassium phosphate buffer (pH 7.5) such that the bacterial cell turbidity (OD 660 nm) was 
20, and intermittently ultrasonicated for 9 min. The supernatant was separated by centrifugation and used as a biological 
sample for protein purification. 

[0073] The above-mentioned respective amylose-coated magnetite particles were dispersed in 50 mM potassium 
phosphate buffer (pH 7.5) at 0.2 g/mL. The respective amylose-coated magnetite particle dispersion solution (100 u,L) 
35 was mixed with a biological sample (1 mL) to give a mixed solution. After solid-liquid separation, the solid was washed 
with a washing solution (50 mM potassium phosphate buffer, pH 7,5). As a solution for elution to recover a protein 
bound with amylose-coated magnetite particle, 50 mM potassium phosphate buffer (pH 7.5) containing 1 0 mM maltose 
was used. 

[0074] Specific steps were as follows. 

40 

(1) The bacterial cell turbidity (OD 660 nm) of each mixed solution was measured and the bacterial cell was sep- 
arated by centrifugation using a centrifugation tube. Then the bacterial cell was suspended in 50 mM potassium 
phosphate buffer (pH 7.5) such that the bacterial cell turbidity was 20, and intermittently ultrasonicated for 9 mm. 
The supernatant was separated by centrifugation. 
45 (2) The supernatant (1 mL) was placed In a 1 .5 cc eppendorf tube to give a biological sample, to which amylose- 

coated magnetite particle dispersion solution (100 uX) was added, which was followed by mixing for about 5 min. 

(3) The above-mentioned tube was set on a magnet stand having a shape fitting the 1 .5 cc eppendorf tube to 
collect the amylose-coated magnetite particle toward the magnet side. 

(4) The solution was sucked with a filter tip and discharged. 

so (5) The tube was removed from the magnet stand and 1 cc of a washing solution (50 mM potassium phosphate 

buffer, pH 7.5) was poured therein. 

(6) After thorough mixing with the amylose-coated magnetite particle, the mixture was again placed on the magnet 
stand and the solution was discharged in the same manner as above. 

55 [0075] To the amylose-coated magnetite particle bound with the protein by the method mentioned above, a 50 mM 
potassium phosphate buffer (pH 7.5, 50 u.L) containing 10 mM maltose was added, which was followed by mixing for 
about 5 min. The mixture was set on a magnet stand, from which a recovered solution was sucked with a filter tip, and 
placed in a fresh tube. The amount recovered was 40 u.L. The recovered protein was measured for absorbance (OD: 
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280 nm) using an absorbance meter and the concentration was determined. The recovered amount of the protein was 
calculated by multiplying the above-mentioned protein concentration with a recovered volume. 
[0076] The results are shown in Table 1 . 



Table 1 





Average 
particle size 
(ujti) of 
magnetic 
carrier 


Amount of 
amyiose added . 
(wt%) 


Saturation 
..magnetization—. 
(Am 2 /kg) 


Coercive force 
-.(kA/m) ... 


Amount of 
recovered 
protein 

fog) 






Experimental 
Example 1 


0.6 


10 


75.1 


7.17 


72 


Experimental 
Example 2 


0.4 


10 


73.8 


8.36 


84 


Experimental 
Example 3 


0.8 


20 


69.7 


7.57 


123 



[0Q77] Fig. 1 shows comparison of the results of SDS-PAGE of a biological sample (Fig. 1 (a)), which is a mixed 
solution of various proteins before purification, and fusion protein MBP-LacZcc (Fig- 1 (b)) purified by the present meth- 
od. As is clear from Fig. 1 , a protein having a high purity can be obtained by extremely convenient steps according to 
the present method. 



Experimental Example 4 

[0078] using the amylose-coated magnetite particles prepared in Example 2 and according to the following process- 
es, the objective protein was extracted and purified from a biological sample and the stability of the magnetite particle 
in a dispersion solution was examined. 

[0079] As a biological sample from which to isolate the protein, bacterial cells obtained by culturing Escherichia coli 
(Escherichia coii JM1 09 (available from Toyobo co., Ltd.)) retaining plasmid (pMAL-TNP1 ) obtained by modifying plas- 
mid pMALc2E to express fusion protein MBP-TNP1 , wherein maltose-binding protein is bound with the amino terminal 
of Escherichia co/Ztransposase, in 50 mL TB medium/500 mL flask at 37°C for 20 hr were used. The bacterial cells 
were suspended in 50 mM potassium phosphate buffer (pH 7.5) such that the bacterial cell turbidity (OD 660 nm) was 
20, and intermittently ultrasonicated for 9 miri. The supernatant was separated by centrifugation and used as a biological 
sample for protein purification. 

[0080] First, the above-mentioned amylose-coated magnetite particles were dispersed in 50 mM potassium phos- 
phate buffer (pH 7.5) at 0,2 g/mL. The fusion protein MBP-TNP1 was purified from the above-mentioned biological 
sample according to the methods shown in Experimental Examples 1-3 using a dispersion solution and a dispersion 
solution obtained by preservation of the dispersion solution for 30 days (4°C). 

[0081] Fig. 2 shows comparison results of SDS-PAGE of each fusion protein MBP-TNP1 purified using an amylose- 
coated magnetite particle immediately after dispersion and an amylose-coated magnetite particle refrigerated (4°C) 
for 30 days after dispersion. In addition, the protein binding capability of the amylose-coated magnetite particle Imme- 
diately after dispersion and the amylose-coated magnetite particle refrigerated (4°C) for 30 days after dispersion was 
determined by quantitative determination of the amount of fusion protein that can be purified using 0.2 g of amylose- 
coated magnetite particle by protein quantitative determination-method including measurement of absorbance (280 
nm). The obtained values were 500 u,g/g-particle and 450 u.g/g-particle. That is, It Is clear that the amylose-coated 
magnetite particle of the present invention preserved not less than 80% of the protein binding capability before the 
preservation, even after refrigerated (4°C) in the dispersion solution for 30 days. 

Experimental Example 5 

[0082] Using the amylose-coated magnetite particles prepared in Example 2 and commercially available amylose- 
coated resin (available from New England Biolab), and according to the following processes, the objective protein was 
extracted and purified from a biological sample shown in Experimental Example 4. 

[0083] The method for purifying the protein using amylose-coated magnetite particle followed Experimental Example 
4. As regards the commercially available amylose-coated resin, the resin was dispersed in 50 mM potassium phosphate 
buffer (pH 7.5) at 0.2 g/ml. An amylose-coated resin dispersion solution (100 u.L) and a biological sample (1 mL) were 
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mixed to give a mixed solution. After solid-liquid separation, the solid was washed with a washing solution (50 mM 
potassium phosphate buffer, pH 7.5). As a solution for elution to recover a protein bound with amylose-coated resin, 
50 mM potassium phosphate buffer (pH 7.5) containing 1 0 mM maltose was used. 
[0084] specific steps were as follows. 

(1) The bacterial cell turbidity (OD 660 nm) of each mixed solution was measured and the bacterial cell was sep- 
arated by centnfugation using, a centrifugationtube. Then the bacterial cell was suspended in 50 mM potassi um 
phosphate buffer (pH 7.5) such that the bacterial cell turbidity was 20, and intermittently ultrasonicated for 9 min. 
The supernatant was separated by centnfugation. 

(2) The supernatant (1 mL) was placed in a 1 .5 cc eppendorf tube to give a biological sample, to which amylose- 
coated resin dispersion solution (100 pi.) was added, which was followed by mixing for about 5 min. 

(3) Using an about 3 cc filtration device (available from Millipore Corporation), the mixed solution of the above- 
mentioned amylose-coated resin and the biological sample was filtered. 

(4) To the filtration device containing the amylose-coated resin was poured 1 cc of a washing solution (50 mM 
potassium phosphate buffer, pH 7.5) and the mixture was thoroughly mixed and filtered. 

[0085] To the amylose-coated resin bound with the protein by the above-mentioned method was added 50 mM po- 
tassium phosphate buffer (pH 7.5, 50 \xL) containing 10 mM maltose and mixed for about 5 min. Using a recovery 
device attached to the above-mentioned filtration device, the solution was recovered. 

[0086] Fig. 3 shows comparison results of SDS-PAGE of each fusion protein MBP-TNP1 purified using an amylose- 
coated magnetite particle and a commercially available amylose-coated resin. As is clear from Fig. 3, the amylose- 
coated magnetite particle of the present invention has higher affinity for a fusion protein (objective fusion protein) of a 
protein substantially free of carbohydrate-binding property and carbohydrate-binding protein, as compared to a carbo- 
hydrate-binding protein itself (non-fusion protein). 

[0087] Moreover, based on the analysis results of the amount of the purified protein and the aforementioned results 
of the protein quantitative determination by SDS-PAGE, the purified amount of fusion protein and non-fusion protein 
was measured. As a result, when a commercially available amylose-coated resin was used, a non-fusion protein on 
average of 0.14 \ig was present per a fusion protein on average of 0.8 \ig (repeat number 3). In contrast, when amylose- 
coated magnetite particle of the present invention was used, a non-fusion protein on average of 0 jig was present per 
a fusion protein on average of 4.3 jig (repeat number 3), which means that the contamination was not detected. There- 
fore, it was numerically established that the amylose-coated magnetite particle of the present invention has higher 
affinity for a fusion protein (objective fusion protein) of a protein substantially free of carbohydrate-binding property 
and carbohydrate-binding protein, as compared to the carbohydrate-binding protein itself (non-fusion protein). 

Experimental Example 6 

[0088] Using the amylose-coated magnetite particles prepared in Example 2 and according to the following proc- 
esses, the objective protein was extracted and purified from a biological sample shown in Experimental Example 4. 
[0089] The method of purifying a protein using the amylose-coated magnetite particle followed the method of Exper- 
imental Example 4 except the composition for elution to recover the protein bound with the amylose-coated magnetite 
particle. In this Experimental Example, a method using 50 mM potassium phosphate buffer (pH 7.5) containing 1 0 mM 
maltose as the solution for elution and a method using 50 mM Tris hydrochloride buffer (pH 7.5) containing 1 0 mM 
maltose as the solution for elution were compared. 

[0090] Fig. 4 shows comparison results of SDS-PAGE of each fusion protein MBP-TNP1 purified using 50 mM po- 
tassium phosphate buffer (pH 7.5) containing 1 0 mM maltose and 50 mM Tris hydrochloride buffer (pH 7.5) containing 
10 mM maltose as eluents for recovering a protein bound with an amylose-coated magnetite particle. As is clear from 
Fig. 4, the amylose-coated magnetite particle of the present invention affords more etticient elution of the protein bound 
with the carrier by the use of phosphate buffer than by the use of a different buffer for eluent. 

[0091] The recovery percentage of protein using various elution buffers was determined by the measurement of 
A280 of the protein. That is, purification was carried out using a purified fusion protein as a sample, and the recovery 
percentage was determined from the ratio of the amount of the obtained fusion protein and that of the (original) fusion 
protein, which was used as the sample. As a result, the recovery percentage was as shown in the following Table 2, 
numerically verifying that the use of phosphate buffer as an eluent afforded more efficient elution than by the use of a 
different buffer. 
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Table 2 



50 mM buffer containing 10 mM maltose 


Recovery 
percentage (%) 


potassium pnospnate Duner (pn 7.5) 


80 


Tris hydrochloride buffer (pH 7.5) 


0 


Tris sulfate buffer (pH sS) 


~ o 


HEPES buffer (pH 7.7) 


0 


MOPS buffer (pH 7.5) 


0 


PIPES buffer (pH 7.5) 


0 


borate buffer (pH 8.0) 


4 


H 2 0 


0 



[0092] According to the present Invention, a convenient purification method of protein, which affords automation and 
high throughput, and a material therefor can be provided. 



Claims 

1 . A magnetic carrier comprising a ferromagnetic oxide particle and a carbohydrate layer coating the ferromagnetic 
oxide particle, 

2. The magnetic carrier of claim 1 , wherein the ferromagnetic oxide is ferromagnetic iron oxide. 

3. The magnetic carrier of claim 2, wherein the ferromagnetic iron oxide is at least one member selected from 
maghemite, magnetite and manganese zinc ferrite. 

4. The magnetic carrier of any of claims 1 to 3, wherein the carbohydrate forming the carbohydrate layer is an oli- 
gosaccaride or polysaccharide comprising glucose as a main unit. 

5. The magnetic carrier of claim 4, wherein the carbohydrate forming the carbohydrate layer is amylose. 

6. The magnetic carrier of any of claims 1 to 5, having a saturation magnetization of 20 A-ir^/kg - 1 00 A«m 2 /kg. 

7. The magnetic carrier of any of claims 1 to 6, showing a coercive force of not more than 15,93 kA/m. 

8. The magnetic carrier of any of claims 1 to 7, having an average particle size of 0.05 urn - 20 jim. 

9. The magnetic carrier of any of claims 1 to 8, which maintains, after preservation in a dispersion solution at 2-1 0°C 
for 30 days, not less than 80% of the protein binding capability before the preservation. 

10. The magnetic carrier of any of claims 1 to 9, which has relatively high affinity for a fusion protein containing a part 
or the entirety of a protein capable of specifically binding with carbohydrate and having affinity for carbohydrate, 
rather than the protein itself. 

11. The magnetic carrier of claim 10, which substantially binds 100% with a fusion protein containing a part or the 
entirety of a protein capable of specifically binding with carbohydrate and having affinity for carbohydrate, when a 
lysate of a recombinant that expresses the protein and the fusion protein is purified. 

1 2. The magnetic carrier of any of claims 1 to 1 1 , which affords more efficient elution by the use of a phosphate buffer 
as an eluent for elution of a protein bound with a carrier, than by the use of a different buffer. 

13. The magnetic carrier of claim 12, wherein the protein bound with the carrier shows a recovery percentage of not 
less than 60% by a phosphate buffer and not more than 20% by a different buffer. 

14. A production method of the magnetic carrier of any of claims 1 to 13, which comprises adding a carbohydrate to 
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a dispersion of the ferromagnetic oxide particles, heating the mixture and cooling the mixture to form a carbohydrate 
layer coating the ferromagnetic oxide particles. 

15. A method for purifying a protein capable of specifically binding with carbohydrate from a biological sample con- 
taining the protein, which comprises the steps of 

(a) binding said protein with the magnetic carrier of any of claims 1 to 13, 

(b) isolating said protein bound with the magnetic carrier from the biological sample, and 

(c) separating said protein isolated from the biological sample from the magnetic carrier. 

16. A method for purifying a fusion protein containing a part or the entirety of a protein capable of specifically binding 
with carbohydrate and having affinity for carbohydrate from a biological sample containing the protein and the 
fusion protein, which comprises the steps of 



(a) binding said fusion protein with the magnetic carrier of any of claims 1 to 13, 

(b) isolating said fusion protein bound with the magnetic carrier from the biological sample, and 

(c) separating said fusion protein isolated from the biological sample, from the magnetic carrier. 

17. A reagent kit for purification of a protein, which comprises the magnetic carrier of any of claims 1 to 13, a dispersion 
medium for preparing a solution for protein extraction by dispersing the magnetic carrier, and an eluent capable 
of elutlng the protein. 



18. A reagent kit for purification of a protein, which comprises a solution for protein extraction containing the magnetic 
carrier of any of claims 1 to 13 and an eluent capable of eluting the protein. 
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FIG. 1(a) 
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M: molecular weight marker 
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FIG. Kb) 
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7~12: purified proteins 
M: molecular weight marker 
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amylose-coated magnetite particle immediately . 
after dispersion in aqueous solution 

amylose-coated magnetite particle 30 days 
refrigerated (4 6 C) after dispersion in aqueous 

solution 
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objective fusion 
protein' 




non-fusion protein 



1,2: amylose-coated magnetite particle of the invention 
3,4: commercially available amylose-coated resin 
M: molecular weight marker 
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FIG. 4 
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